The immune system of vertebrate species consists of many different cell types that 33 have distinct functional roles and are subject to different evolutionary pressures.
a transgenic line of zebrafish expressing GFP under the control of the lck promoter 6 consistently had lower sequence identity across all vertebrates for TM genes, but not 7 generated. Average single-cell profiles showed good correlation with independent 192 bulk samples (PCC=0.82, Supplemental Fig. S5) . Correlations between single-cell informative name or description in the zebrafish genome for which we assigned a 263 putative name, based on sequence similarity searches. These included the cd8 beta 264 chain (ENSDARG00000058682) whose expression is highly correlated with the 265 alpha chain cd8a within Cluster 1, cd28 (ENSDARG00000069978) and an 266 uncharacterized Ig-like protein (ENSDARG00000098787) related to CD7 antigen 267 ( Fig. 3 ).
269
Mammalian NK cells kill target cells by either of two alternative pathways: the 270 perforin/granzyme secretory pathway or the death receptor pathway. Our analysis 271 revealed differential expression of several members of both pathways in C2. For 272 instance, differential expression of known innate immune receptors nitr and dicp, syk 
280
We also observed a high expression level of cytokines and cytokine receptors. For 281 example, differentially expressed genes in Cluster 2 included the sphingosine 1-282 phosphate receptor s1p5 (s1pr5a, whose homolog in mammalian NK cells is required 283 for homing), the interleukin-2 receptor beta (IL2 induces rapid activation of 284 mammalian NK cells), tnfsf14 (Tnfsf14 tumor necrosis factor (ligand) superfamily, 285 member 14) and chemokines of the families ccr38 and ccr34. In addition, we 286 detected differential expression of putative activating NK receptors' adaptors (ITAMs)
287
Fc receptor gamma subunit FcRγ (fcer1g) DAP10 (hcst), CD3ζ/cd247-like (cd247l) 288 and multiple putative transcription factors ( Supplemental Table S1 ). Finally, within 289 the top differentially expressed genes of these NK-like cells we found putative 290 homologs of mammalian granzyme B that is expanded in ray-finned fish genomes 10 cytokines, such as immunoglobulin V-set domain containing proteins or interleukin-8-294 like domain containing chemokines (Table 1) . Altogether, these results add 295 confidence in our proposed classification of these cells as putative fish NK-like cells.
297
Regarding cells in Cluster 3, the small number of cells within this cluster limits the 298 power of differential expression analysis. Nevertheless, within the most differentially 299 expressed genes in Cluster 3, we found two myeloid specific genes: the TF spi1b 300 and the granulocyte/macrophage colony-stimulating factor receptor beta (csf2rb).
301
Other differentially expressed genes included an Fc-receptor gamma like protein heterogeneity in single-cell RNA-sequencing data reveals hidden subpopulations
